Abstract: Epidermal growth factor (EGF) signalling regulates cell growth, differentiation and proliferation 19 in epithelium and EGF receptor (EGFR) overexpression has been reported in several carcinoma types. Fig. 1 ) and western blot (Fig. 1b) . SW620 was stably transfected with 113 plasmid pEGFR-EGFP-N1 to give SW620-EGFR-GFP (we denote EGFP throughout as simply 'GFP'),
Figure 1. Visualizing functional EGF-EGFR complexes in human carcinoma cells. (a) Dual-colour

119
TIRF applied to EGFR-GFP transfected human colorectal carcinoma cells with and without presence of 120 fluorescently-labelled EGF-TMR. Several models to explain EGF activation of EGFR have been 121 postulated, including 'monomer' and 'preformed dimer' models (EGFR structure PDB ID 1egf; EGFR monomer and dimer cartoons have been generated by manually combining separate structures with PDB different cells and within the same cell, of 2-90 EGFR molecules per fluorescent focus, with a peak integer 164 value of 6 and associated mean of 12.8 ± 0.4 molecules (±s.e.m.) (Fig. 2e) .
165
Since our microscope has the sensitivity to detect single GFP, one important conclusion is that 166 there is no significant population of monomeric EGFR before adding EGF. The cell line has no detectable 167 native EGFR expression, so our findings have consistency with a preformed dimer and/or oligomer model 168 for EGFR 46 experiments to the parental (non-GFP) strain we detected a small number of autofluorescent foci in red and 231 green channels resulting in pseudo colocalization of ~2-3 tracks per cell (~3% of all colocalized foci).
232
These pseudo colocalized tracks resulted in a small peak for the apparent relative stoichiometry in 233 green:red colour channels equivalent to ~0.5:1 ( Supplementary Fig. 6c but with no effect on the number of detected EGFR-GFP foci per cell. Adding EGF resulted in ~20%
269
fewer EGFR-EGF foci for cetuximab-or trastuzumab-treated cells compared to untreated cells (Fig. 4b) . 
277
The mean stoichiometry of EGFR-EGF foci in cetuximab and trastuzumab treatment datasets is 51 ± 2 and 278 44 ± 2 EGFR molecules per focus respectively, with the upper end having values of several hundred 279 molecules (Fig. 5a , (Fig. 5b) . (Fig. 6a) ,
294
transiently confined diffusion into zones of diameter ~400-500nm at time intervals of ~100-600 ms, and
295
Brownian diffusion for time intervals >600 ms (shown indicatively in Supplementary Fig. 7a for the Ibidi sticky-Slide VI0.4 in a laminar flow hood. 48h prior to imaging cells at a density of ~100,000 in a 560 50μl volume of DMEM without phenol red supplemented with 10% FBS, 100 units/ml Penicillin and 561 100μg/ml Streptomycin, were seeded into each channel of the slide. Prior to imaging the media was 562 changed to DMEM without phenol red supplemented with 100 units/ml Penicillin and 100μg/ml
We assume (n1+n2-2) degrees of freedom where n1 and n2 are the number of independent data points in each distribution and by convention that t statistic values which have a probability of confidence 
